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[oooi] it. mmm^^m^mmmmmm. mmm^mm^m^m. mm 

<5o 

[0002] ^^n^m^ma^ ^.mmxn^mt, mmm^^n^-^xn 5 

[0003] mmx.^^^^«^^Jffl^^bT, ^!j^.f^5i^:«^^?^Fr^ffiV^^^^^. 

*ng, 1981^) 0 £fc. mm^^^®^f^*ft-fflv^^^«, J^MJBt 

[0004] ^(Dx^mmmm<Dmmm^m^^tc^^M<Dmm^mmmmx 
nx\^tc 0 
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[0005] — *>s<?mbtom<DfaKifcmmtirirfTti:tt&&— tfHcEv^ftXVSas 

[0006] ^ W tt, S^iI^^tt5^y/^f©»I^^ iSS^I*©^^-?^© 

[0007] HP*>,^5iWJ2J:tb^ 

(2) 3^=¥KfiWt-^)5^ <^#»i-3 (i) »^&o 

-efe5 (1) Stfcte: (2) (£>;£8c 0 

(4) T?4~T^mmK &m*^—hfflireibzzb&ifi&b~rz> (d — o) 
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©V *-?tlfr"X*$>Z> (4) <Dj?m o 

(e) (i) - (5) <d\ ^tifr<D^mz£mm£tit'mmm?^<?n&j&mmmtti 
mmo 

(7) WM^z/^^j&mmm&mwc?&<>x^ m^mm&m\^x&)$£thz>? 

(8) (6) Ssfctt (7) ©*IJ»|BJi&^^^@^ffl*BJtett W^fflv ^^^^@Sr^ 

(9) (6)^c«(7)<D^^>-x^ff^ffi^ttm^fflV>T^^^^«CD^ 

m^mr^^^um^^^xmui-^t^w^ti-^^^m^mm^ 
do) (6) £fcr± (7) ©^jw^^^^e^fflwj^ttw^fflv^^^^sc© 

[0008] [MTalon^^S^Tofc^^ 

if , w-y3li*Mln A»itiit?rffl v ^TN-His-jSP-l£^&Lfc£tJ« 
, >-4«Talon^9A^3g=iA^E^tt WISSrffi V >TN-His-JSP-lSr^^b^i 

^6OTalon^7A^ffl3^^K^ttmiRMV^GFP^^LfcM^^>^*^ 
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/KZ)^l/7f^rt-f, ^S^^S^A^K^ttmiS^ffl V ^TN-His-JSP 

-l^ftofcti^ ihc^js^i— bUfc&m\<^x±m?>s<?K<7ymm%:ft<> 
^fflv ^x^^m^-^.R^n-otim^ m^m-NTA^^xmu^n ot^> 

Ni-NTA^7^^0i3®ttm?S?rfflV^-CPK65<D^^^rfTo^lc:, |HCNi-NTA#7> 
^4 fSNi-NTA&JSJS tti^Srffl V >T PK 1 4 2 <D&J&&?to tzM K . Iftl CNi-NTA# 

^^^N^®^Ni-NTA7J7>A-e*tMb^^-ef*, @ Wo^/^s 

[0009] £JtT, *^KSrllJSi-^fcJsC)(D^^<D^^oV^I¥rN8^Ki-^o WTt-fEic 



WO 2005/083104 



5 



PCT/JP2005/003508 



[ooio] (i)mMm?i//<?m&)&mMmmMm<Dwm 

m:^ttT7j-*r>(Ufobmms^x^ mmmmmmfrbmT^-^&mz 

^X^^mm^lHm^MMU ^<D£?fj;mm$&fom^tL<Dh<DXh£\<^(£lT, 

^M^O^-a'li'i.^ Pratt, J. M. et al., Transcription and translation, Hames, 179-209, 
B. D. & Higgins, S. J., IRL Press, Oxford(1984)^^fS^CO^&^ffiV ^Tf^MUtt 
CDXh£\<\ 

coon] mm^mmm^^w^mmmmmmtvx^ Mm&^&hw^ e. co ii 

S30 extract system(Promega|±M) ^RTS 500 Rapid Translation System^^fflV^i 
t&X^^ r>i^^flH^:^jfe^S5fe(Dt)(D{i, Rabbit Reticulocyte Lysate system ( 
PromegaftiM)^ £^3i^JB$3?£;£<^(Z>te, PROTEIOS™(TOYOBO|±^)^ 

&m^^z.t&x^z> 0 

[0012] ^mm(Dmmm^>^m^mmmmmmm(Dm^m^^^xmnt^xm^^ 
^t(Dx^^^mwmm^mti,x^woo3yo6467i^m^m^ 
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^^n^hmm^mw^^t^m^m^Mm-r^o ^x\ mm^m 

mm, 0*L<^O. 7mm-l. 4mm©tKf B^^S(#t?.o ££>^ i&^U^CT 
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[0013] _hta<Dj;5 KL-xnhtitcm^ mimtm, mmmmm*^t?m.mtm$rfr 

m-r^thx^^, m^m%m%m^^<Df&ft&±m^Ajx\^fz.tb, 
mxfeftw ^<D£?K\^xnbfrifcm^mftKfe, m%m^mm\^x\^m^ 

mftzftft-mmzitx, &&m& &m^<^^xm^ir^-t^xmi-^^\ 
^m^mtvxiz, ^^-^(Dh<Dtm^<, ^^^m^mx&zfr 
j£<mm&x^% 0 Mtfcma^, MtLtz. »mts:h<Db^x, ^j^^^u 

^M^foXfo&y*Viyi/(Brii), hV h> (Triton) „ /^Vh(Nonidet)P4<X SM"— 

frb(D^^>^mm>m\\^ mz-uo. 5%<Dm&x®.mirz>z.b&x%z> 0 tk 

[ooi4] ^<t-c, m^^^m^tvt^&m^m^ir^b^x^o m^m^^ 
mfif&ftft^frixv^^bfe, v^y—^bv^^x^xmmmcm.T'f^ 

sk±(D£5\z.L,xnbtifzmt&. wfo&RTmm&mttzkizzvmmhM® 
*nz> 0 mmmm*wz>jimz. ^^^<D^mxm^b^x^ 0 mzsi. m 
fcmm^mi&utm&&%tt^&m^x$m&u mmmm^nwx.xmw^t^M, 
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SB3fc^bfd»(HEPES-KOH, g^^y^A, g»^^>^ 

fa#>s<?W&tftm (D^iJ&mWfa MWLoW&Wi K ffl v ^ bftSfc ©Sr^ffl -TtbtfJ; 

^61tLTI4, #RtfWttffi*§&(HEPES-KOH, B»&y?^ g£&^ 

[ooi5] vc try^T^um tfe, wfe<D?i"<?nb%m&&^u zti 

>^mbmKi^mir^mM^w\^tcTy^T^u^m^^o ^mm^mx 
it, ^mm<DMmm^>^m^mmmmmm^m^^x^^ti^>^m^ 

nibfe, T7^Tj&mzmM^%m<DMfafymm^$iti%Mnx&<>x, ± 
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[0016] T^—^&fckLX, — m&\^^'<?U<nWWZ.m^htlZ&<D<D McftWkl, 
XU, 3/VH>jafr, ^yfr/ls&fc^cD&m^— hfiffc, HiTrap cheleting HP 
(T-^-Y-MfcM) ^ IPAC Metal Chelating Resin (x?U*?xZ'tiM) #<^JS 
*l — hJ£fi^£— s^/W^, a^Mty, MfnV^&ifc^JS-f^cD^R 

^^fls V^mt, ProteinG^fef*. Protein Afjlf 

^#:cDFc^id$iHfi#^ 4— aminophenylarsine oxide|£^-£L#^ ir/Vn— 
1^fi#:^#tf ^tt§o £fc. Jfcft^mfteLTtt, ^LHA^:#:^m#: 

feift^K^^^M^fifr, ^CAT^ft^mf*:, #lGFP£i 

[0017] ±m(Dmmmmmte£x$T'7-<(~T^fcbi.x, 0*uv m^-g^im^ =j<m* 

htlZ> 0 ^WVfeW-kX^XfeTalon Metal Affinty R 

esinC^n— >*7^f±, BD Bioscience^) ^/^iptf £>tt, ^^^/VfifriUtt, Ni 
-NTA-Agarose (^T^VItM) , Ni-Sepharose (T^i/^J^tkM) #^ 5 #if 5>tt 

[0018] ^^-?^«^«^(Dt@5:^(D^^fflV^(Di!bTtt, #S<7>^-^ 
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te, TiSn— ^ ^z/vn—^ t7rn-^, /tfy^v>\ ^°y^i/^, /Kyr^yi/ 
[0019] ^p^(D^•^fe-effiv^^>tL§T^^^S#:(Z)5l^^^, T^^^jsft^Mtt 

[0020] ^P^(Dte^J3^^^-?^«^ffllH^ttm«^«, ±teMttM$^_L?e 

[0021] ^w^ffl^m^^r^^^fifr^ogHttifett. T^^^m^MJMj 
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&m^zm&. T74~*r4%m\L wmmmmmx^-mit^x^<^t^»^ 
v\> m^mmmtte, m^r^^^m^mmKXoxm'Km^ti^, 

[0022] mm^^um^ mmffimm*<DT^-T^fem^&ir^mm^&x 

[0023] ^M^— h&#£fflv^#^te\ ^ttm^^^^tt^MTC^J, #^v^ 
^©*^6«J5fc«Si:L-Cf*, lmM£*_L, 0*L<f*2— 50mM, $£>^£mXtelO 

[0024] *fc, fl^wm^T^^^a^©^^ ^©inj&ttfflifto^xg© 
[0025] ^<vxm^nt^mm(Dmmm^^m^mmm^mmh^mm(Dmm 
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002-125693^^^fB4fe(D^fe^fflV^r^^Mb-C##i-§r^-e^ 
[0026] (2) @ ft*>v^@<©^j& 

* gCBI##Bi*#lfi»!U tRNA, jStc^J, ^y^w^y=3-/K 3', 5'-cAMP, 
MmiM., KlSf^^iiSo ^ti^rfi^gSirLTte, ATPirLTtilOO^u M — 0. 
5mM, GTP{325 ,u M — ImM, 20WM<DT$S&kL>Xfe : ttVetl25 n M— 0. 4 
mM^*h^J:5teS^^3-fc3W*Lv\, «}*tii»bTWO03/064 
67l^^^fE*(D^i^J;^MM$tL^^K^m^fflVN§^^«, ii 
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[0027] ?>/<?m&m(Dfc!sb<Djjm, &fzr£mm>. ^ri^m^tcmmm^^m 

WWf&SrJBV^ii^HaSu /^^^(PrattJ.M.et al., Transcription and 
Tranlation ) Hames,179-209,B.D.&Higgins,S.J.,eds,IRL Press,Oxford(1984)) CO XyiZ 

Spirin,A-S.et al.,Science,242, 1162-1 164(1988)) N ^ff&(*JH^ H21tU0^:^ 
^-^f^^ WID6), &§VM3:lrjg}'£(Sawasaki, T., et al., FEBS Let. ,514, 

102-105(2002)) m&mfhft,% 0 tsbia*. ^r^k, mm<DKNA, r^/m, 

/V^>ilg&(#r?B2000-333673^#)^^fflV^r^^-e^§ o 

fcm&mm vxn? ( a ^112004/05089 1 ^o^u^ w &m v ^ t^x^z 

o 

[oo28] mmtftzmmfe, sw^^fl^- Ki-§tcD^v^ 0 

TV >5»fiifPtt^tL, ^.tit^ir^M^ir^ ^ttcofc^^^fl^ 

%mntffi&irZ)Z.btf&mxhz> 0 ^x\ Bm?^?m^mfi<DMmm^ 
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^CSP6 RNA^it^fflV^t^lCfj:, SP6:/p^E~ ^V^ii^ 

Shatkin, Cell, 9, 645-(1976)) , =1*9* v?^M (Kizak, Nucleic Acid. Res., 12, 
857-(1984)) #^fet9, ffdg^^tC^V ^tt^-T^;^- yga^J^^^q^^ 

[0029] g #J^/^ff te, «K(D^J^^^/^^a^^^JJ^yH^^v^_hfE^ 

^-^-sh^>-^^7-if (gst) , *bhy^-hffi&m.foti?tvtiMmm^mm ( 

DHFR) % ProteinGl^^mf*. &%WttroteinA&&fefcb#ifc<DFcftilfr, 
cDFc^iLf^S.#:£ProteinG, fc^V^iProteinA, 4— aminophenylarsine oxi 

, ffiHAtftfoMi&m.fobHA?y\ ^FLAG^L#:^m#:iFLAG^^\ ftmyc^fr 
[0030] ^^^^^«(7)^^-^•*^^TV^TtJ;V^^^0^b<«, 

&f$mmm#iMWi<Dwm&£TfB m^^^mmmK. -Lisa) \z.mf*& 



WO 2005/083104 



15 



PCT/JP2005/003508 



mk<DM&?>s<?m&m\<^b&-?%z>o ^x\ muw-m&uw-<D%iUft g w 

^/^ff g &^/<?>g;wh<D&m^^z-bfcx^z> 0 #?bi, 

^ttt, g^y/^f^- K-r3#S!«rfflV\ t^^>"f»$^cT$ 

[0032] jfc^-efcfrfcf , T^-^fe#:^ g ft^^JCcDliim ^Sr g 

J5\ PreScission™Protease (T^^A^^IM^^tfc) ^1&E?IJ^tf s ^f £>*b5 

o 

[0033] o) g m?^?w<Dmm 

_h|E(2) (DJ;5^LT#e>^^^^K^S^«^, *3£Wtf>«BJ3&*^ 

4^r^m tit. ^m^mmm^^m^mmmmtiim^mm-r^mKm 
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[0034] ±mry^T^m^Am^ mm^mxmm^ntc g mz. 

[oo35] (4) g ^mmt^^m.(D^^mmm 

wz., ^mm(Dmm^\^m^m^^x^m^t'^^m^ 
Ki¥mmm^.m^^^thx^ 0 mtu*. ry^^^w-t^x, ?>^?m^& 

istL^s^mzmm^x, m^>^wtm g mmm^KimzMtfr-rz-t 

[0036] J^T^, ^Jfe^JSr#ff^MSr$e>^^W^taWi-5o ^T<Dafe!&»«§W 
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SlT<DmMMtZ.te\,^X, minted mlJ^yy^h/K Mte^/V/ 

[0037] mmmi !7-yy^v^-ia5^»itti 

/^^Vh(Nonidet)P40(D0. 5$gfi%jgS$£te:!R»U MW$&5fc*HS£rffl V > 

^£JftttiBuffer(HEPES-KOH(pH7. 8)80mM, g^ife*U^200mM x ffEBfe-v 
^^10mM, tft*;V:/!7A4mM, LMT^y^20®^^§-0. 6mM^^f 
t^Wh-/V8mM) 100ml£^^T7— y^VVi/^— ^AtU [Hfe^:5000— 2 
0000rpm^30#M*Uc o ^V^-rt^^^L/cK^^^^^L/c^. S 
20000rpm-e30#^#-r§f^H^2HIffo^o #£>;h^cK^ v #^£>*A 

Efc 0 

[0038] #^tL^m*i!^#K^^?M^^'^W^^b30000g, 30^5g<7*L>^ 
(t_h?f ^«bfc 0 i^$^t-30000g, 30^<Djt^;W-Lt# 
ffrSr5HI|ft93£U ^<9<D/j^_h?# £#fc Q ^tt^ fc^C#?Buffer(HEPES-KO 
H(pH7. 8)40mM, g^^y^AlOOmM, ^iv^'^y^i.SmM, LMT^/^2 
0«|g#0. 3mM, ^^ft^WF- /V4mM)^¥WlbLT:feV^ci?:7x^V^ 
^G-25^7A-e^/V^>ii^To^: 0 #ibtt«£30000g. ^^(Dia^^t-h 

Pc^m&U, 260nm^$5tt ; 53fe^^S(O. D. ) (A )/^180— 250(A /A = 

260 260 280 

[0039] Hife#!l2 Talon Metal Affinity Resin^7^t31j:5=i^E^tttti?S^a 
(1) Talon Metal Affinity Resin^-kcD^p^f £ 
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^JS d r^^h&f*#^"C& ; 5Talon Metal Affinity Resin50%*§^(^n— 
i^s^ BD Biosciences^tM) :100 m l^fcV^7^A^^PL-C, 3000rpm, lmi 
n, 4X:-^m^mU ^yJ^Um^^fl^^BuHer^^tCo <*#Buf 
fer^^^L/cfef*^3^^K^ttmiS^Mi-§l^^^fflbfcBuffer(HEPES- 
KOH(pH7. 8)40mM. @^#y«7^100mM. g^t-7^^>>A5inM, 
^20MM^-0. 3mMXU ? v ; f^^^b-/HmM) : 500 u l^^PLT, 3000rp 
m, lmin, 4°C^it^|ftU Buffer^*Wi 0 ~tL&3\BimMU UW-(D^m 

[0040] (2)^77^i-J:^^^W^m?«a 

_hta (1) ^¥Mb^Tofc;^AS#:^bT|^ 
S:50/zl»DU 26°C, 30min^^-<— hU ^A^Klf^M^P^ttOT 
alon Metal Affinity Resin^^^-f-^^V/^^W^^^^ff ofc c 300 
Orpm, lmin, 4 0 C-e^L>5>$tU F^ttOTalon Metal Affinity Resin^® 

mi-^^^w^m^tc^m&^mmmr. ^^rTaion^^sttm 

[0041] (3)Talon^79^Mattm^^*M»ttiM(^^m^M^ 

ifBO^f^^^a^fofcTalon^^A^fflttm^^^^l^Mbfc^^ffl 
^mW(DmU^M:^M& 30mM HEPES— KOH, pH7. 8, lOOmMg^^y 
«7i^ 2. 65mM|ti-7^^v'^i>,, 2. SmMv^^Wh^/K 1. 2mM ATP, 0 
. 25mM GTP N 16mM^^7f ^yy^, 0. 4mg/ml?UT^^1-— if , 0. 38 
OraM^^/Vv^, 20aS(Z)LMT^y^(#0. 3mM) to£3J;5^I^Uh 0 -^(D 

Buffer (30mM HEPES— KOH, pH7. 8, lOOmMg^^y^, 2. 65mMg^ 
m^^^y?^ 2. 5raM^ft^Wh-/V> 1. 2mM ATP, 0. 25mM GTP, 
16mM^W"^y>"^ 0. 4wL^/m\^T"f->^^--~ if , 0. SSOmM^-^/l^v 5 
>\ 20®m<7)LMT$y^(#0. 3mM) ) ^/BV^MiUio 

[0042] mMM3 Taion^yM>mm^mmt^mmmmm^>^w^^m<Di^m 
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— Ki"§mRNAi (n) T^/m^mMKt^^iom<DMfci L mmb't(DTmz.p 

reScission™Protease (T-^v^-k ^4^4^^±) MMM^lt^:<DTm^JSP 
-l*3titfs^-(Dl# g <D^P^W)^163# g CDSf/V?^m^(Dmte^-&=i 

[0043] (1)8I»>H$!£ 

(i) N-His-JSP-1 (1-163) /pEU 

(BB?U#^l)^b^^$^J;^#L-fco *fc, JSP-1 (GenBank Accession 
No.AF424702) ^H§^LT, 5' ^^^McO^y^— £LT, t^vV^^— K 
i-^ga^J^PreScission™Protease(T-^^-Y^ ^W^lM^^I±)g&flffiB^J, $ 
^(D T»fL t-JSP-1 (D 5 ' iffiCDmm&^&^rV d'DNA (ffi^lJ#^-2) fflV\ 3'T^ 

^ir^#j^^— tb-c, 5'^^sfniMh£tt;!jnuysp-i<Di63# g 

/P?^m^X&m%%irZ)Z.ttfX%Z>^rV=t DNA (ga^J#-^-3) V ^"CPCR^J;^) 
DNA^f^imsUco #^^cDNA»f>t^SfiI-e^lifb/c(WT, ^^TjSP-1 

$r^j»i-3^^&3) 0 

[0044] ^^%^W^M^^— -efc5pEU3b (Sawasaki, T., et al., Proc. Natl. Acad. 

Sci. USA, 99(23), 14652-14657(2002)) d^SP6^ 0 n^e— IS^lJ, QE^lJSoJ;^ 
/V^^n— ^^lMh^5feb-C, Naeljoit^Sfil^-fh^^Pb^lo ZJD^Z— 
^Nael-e§38(fb, JifB-r^#Lfcge^J#^-l-e^$tL§DNAif>t^^^--->'3^ 
^ff o/Co rcO^^^K^pEUblunt^LfCo pEUblunt&SmaI:&«fcTJ*SfiI-C#)ISrL 
, _htejSP-l»f>t^^'l'^— ^a^Ut, #^>tb^7°^5K^N-His-JSP-l(l-16 
3)/pEUiLfc 0 

[0045] (ii) GFP/pEU 

M^^^fC (GFP) K-r^DNAlS^J^^-^tV^^ °5^K ( 
Plasmid-pCaMV35S-sGFP(S65T)-NOS3'(25), Haas, J. et al., Curr. Biol., 6(3), 
315-324(1996)) ^mMtX^X, E^iJ#^-4^oJ;t^5^fB*(D^gH^J^i-Sy 

^ffiV^PCR^fofc 0 iiitig$tL^:DNAlKf>t^SfiI-e^Dirb, pEUblunt^S 
mal^oil^Sfil-e^Oifbf^^^^^— iXa^tfo^o ^^fc^^K^GFP/ 
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[0046] (2)?Z/s<?M&j& 

_hfB(l)-e|^Mbf'GFP / / pEU, N-His-JSP-1 (1-163) /pEUSrHMirLT, 
SP6 RNA polymerase (PromegattM) £rfflV ^Tfe^&fTV \ #£>ttfcRNA£r 

^^12. Omg/ml<D^gT^tP^tRSJ£l^ (30mM HEPES— KOH, pH7. 8 
, lOOmMg^^y^i^, 2. 65mM^iv^»[)^, 2. SmMv^t^Wh^/K 
1. 2mM ATP, 0. 25mM GTP, 16mM^k7f-yyyt, 0. 4mg/ml^k7f" 
£\ 0. SSOmM^^^v^y, 20MW.(DlMT^; i m.(&0. 3mM)20/zl)^ 

[0047] ^<7)^IRSJ^^^^@f#fJ^AtK Buffer (30mM HEPES— KOH, pH7. 8, 
lOOmMg^^y^i^, 2. 65mMg^^^i/«>A, 2. 5mM^f^Wh-^, 1 
. 2mM ATP, 0. 25mM GTP. 16mM^7f yy^L 0. SSOmM^-^/V^v 5 
20«ig<Z)LMT5v>^(€-0. 3mM)2. 5ml) ^SW^irLTffllX 26°C-C24 

[0048] SJ£#<D^/-^«^|t$j : l ^ l£SDS-PAGE^J;«9^1ltU CBB^febT^ 

j^fe^tibto r<D^^gii^i- 0 m^w— ^m-^— ^2« 

nyfn^c^kTfy^rt— ^\ ^3it^mM^mW^^ ^TN-His-JSP- 
l^-J?5cUtKJ£^ WteTalon#^^Sttft$^fflV MTN-His-JSP-1^ 
^cU^Stf^ ^5{**Mttim«^fflV^TGFP^^Lf'S^*, ^ 
6{iTalon^^^^attm?^^ffl V >-CGFP^^LfcS^^^m^i-o El^ 
Talon Metal Affinity Resin^i^MS^fTofc^i^E^tt 

[0049] ^ifef?!|4 Talon Metal Affinity Resin ^J^ftMit^ 

(l)Talon Metal Affinity Resin#7i^-£3^^ff^$KJ^§^M 
MMM2(1) tmm^^t^n^fcTalon Metal Affinity Resin^LT, 
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(2) -CN-His-JSP-1 (1-163) ©mRNA^SiLT, Talon^i^S 

U 4°C, 60min-Y^3L^<— hU *^:?©^&Rj£3§ifcOTalon Metal Affin 
ity Resin^OS&if^fTofco -?r<E>^ 3000rpm, lmin, 4°C-ejS'k#$tLfc 0 
<Dt£ % Wash Buffer (HEPES-KOH (pH7. 8) 30mM, J&fti^MJ'^SOOmM, 
^!)tn-;H0% ^^y-;H0mM&(F £ ^/l^^h^/— /V2mM) : 500 m 1 
?fPPLt, 3000rpm, lmin, 4°C-e^C^glU BufferSrBfc^Ufco Z.tl&3miSk 
«9MU Talon Metal Affinity Resin^##M^S£^LTV^^>v-^@ ; #<Z>i5fc 
#^ffofc 0 gfe^^fofc_hfB^77A^a#:^^fLTElution Buf f er (HEPES-KO 
H(pH7. 8)30mM, m b^-hU^^300mM, ^Utn-/H0% -f^V— /V400 
mMAt? )3 ^7'hx^/-;V2mM) 50 ^ l^fetinU 4°C, lOrnin^^-^— h 
U Talon Metal Affinity Resini£^3f Lfc^V/^fl^^gt^ff ofc c 
[0050] _hffi^f« : 1 m l^SDS-PAGE-e5>ilb^ ^tt^CBB^febr, ^^/-^ff <D 

H/^^Tofcli^ Talon Metal Affinity Resin^-^fflV^TWM^fTo 
fc^JH^U V— >"4teTalon#7^MSttM£rffl V >T^>v-^ff ^$c^fofc 

[0051] Ztitb<Dl&m^ir£5 \^ TsAot&9J*&m&Mt&&m*X&mJt?>'-Vr 1 £& 
Talon Metal Affinity Resin#9A"T?*8KUfc#^fcF3\ g iftO^^fffctf 
(D^|g^^o-C*5«9, *^a^ti^m«^fflV^T^L^^^^«^Talon Metal 
Affinity Resin^79^-e*tMbfc^-efi, ^gt^tp^ i «]©^y/^I^(^ 
^^»ttm«S^^^^«^^tt-CV^^^^t>^^o/c 0 o*«9. Talon#7 
^^StttliT-S^fflV^T-^^Lfc^^^^S^Talon Metal Affinity Resin#9^ 

[0052] HJte0ll5 Ni-NTA^^^^^^K^tttti^a 
(1) Ni-NTA#5^<D^p^f b 
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&JR^W— Kfr9AfiflrT*&5Ni-NTA 50%mW (QIAGENflJS) : 100 l&X 
fV^i^^nLT, 3000rpnu lmin, 4°C-e3i^lttU XyJ^UW-K^flZ) 
{£#Buffer£|&icLfc 0 ^£##Buffer£|teLfcS#:^ ^^TOfttffilS^ 
M*f~ ; 5l^^^ffli~§Buffer(HEPES-KOH(pH7. 8)40mM, @^#y«7ia00m 

ImM. -f5^V—/H0mM) :500 m 1^^PU"C. 3000rpm, lmin, 4°CX*jM>bft 

[0053] (2)Ni-NTA#7^-J;33^J£^rtm*Mffl 

_hfB (1) ¥flfrf fc&?T ofc^7^^m#:^*j-LT. HJg^J l-Cf^tLfc=« A=¥J&3f Jfc 
WflR:50/iH!l>r5^— /HOmMSrSSaib^^Srr^-YU 4°C, 30min^y^r^ 

f^ffot 0 -ttf)^ 3000rpnu lmin, 4 < C-Ci£'fr#8|tU rt^tt<DNi-NTA#7 

[0054] (3) Ni-NTA^y^mmmmt^mmmm^mm^M^ 

m^mM<DmU^W^rMS. 30mM HEPES-KOH, pH7. 8, lOOmMg^^ 
^y^A, 2. 65mM@|t-7^^!>A, 2. 5mM^ft^^'b-^, 1. 2mM AT 
P, 0. 25mM GTP, 16mM^^7f yyyt, 0. 4mg/ml^V7f V^t— £\ 0 
. SSOmM^^/l^vV, 20aS»LMT^y^(^-0. 3mM) t^^J:5^f«b^: 0 

5 ^Buffer (30mM HEPES-KOH, pH7. 8, lOOmMlft^/y^i^ 2. 65mM 
g^-^^v^A, 2. 5mMv^}-;*Wh— /V. 1. 2mM ATP. 0. 25mM GTP 
, 16mM^V7fyyyt, 0. 6mg/ml^V7fy^t- if „ 0. 380mM^-</V5:^ 
>\ 20aS<^LMT57^(^-0. 3mM) ) £fflV^M5Ut 0 

[0055] mmim m-NTA^yj>,mmmt^mt^Mmthm<D^^m^m<D^ 

mMim-Cm^ti2mm(D=iM,m&^mW40 m H^LT (i) Protein Kinase 
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— K1"5mRNA (ii) Protein Kinase l42<Dm&j&fc^- (r<y])#*9v~-» b^<D 

[oo56] (Dmrn^mm 

(i) Protein Kinase 65-CHIS/pEU 

Protein Kinase 65 (ie?IJ#-^6) ^ftlMirLT. 5' ±>^iM<D7 0: 74^—bL,X , P 
rotein Kinase 65(D5'^C0@a^lJ^^^^-y=fDNA(@a^J#^-7)fflV^, 

?lJ^'^^t-^IPb|l•ih3K>^^^V^Protein Kinase 65^i#itiSi-^)r^^-e^§^-iJ^ 

sfi i-e-Kiiffbf'(wT, ^tt^rpK65»f>tj»-r^^^^) o mmm3(i) (o ^ie 

^(DpEUblunt^rSmal^oitFSfi ref£l$rU _hfEPK65$f>i-£5M'^— v^a^Lfc 
o #^>ttfc^°^^K^Protein Kinase 65-CHIS/pEU^Lfc 0 
[0057] (ii) Protein Kinase 142-CHIS/pEU 

Protein Kinase 142 (IE^IJ#-^9) £§|M irLT. 5'ir^filJC07°7^— i:LT. 
^fe^^rOT^ ^Protein Kinase 142C05'S(Z)IE^J^'a-tP^-y^DNA(IE^J#^- 

^^^^n— K-r^IB^J^#^PL^ih^K>-^^V>Protein Kinase 142^j#it'S 
i-5^^3dS^5^y = fDNA(BE^J#^ll)^fflV>-CPCR^J;t)DNA»f>tS^i#BU 

fc 0 #e>tb^:DNA»fJtS:Sfi i-e§3ifb^(WT, rtt^rpKi42ir>T-j^Si-§r^^ 
<fc<5) 0 

H»!l3(l) (i) iCfE^pEUblunt^rSmal^oit^Sfil'e^iffL, _hfaPK142$r 
Kb^V—i ^a^LfCo #fett/c7°^5K^Protein Kinase 142-CHIS/pEU£ 

[0058] (2)^^JC^j$ 

_hfB(l)-eMMb/cProtein Kinase 142-CHIS/pEU, Protein Kinase 65- 
CHIS/pEU^^M^bT, SP6 RNA polymerase (Promega|t®D ^fflV^^ 
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-etb2. Omg/mKD^iS-e^ti'^SRMJS^^OOmM HEPES— KOH, pH7. 8 

1. 2mM ATP, 0. 25mM GTP, 16mM^l^T^y^^ 0. 6mg/ml^l/T^ 
if, 0. SSOmM^-^/^v^, 20®®(DLST57^(^-0. 3mM)20Ml)^ 

[0059] ^(D^fR^j^^^^lffJ^^A^, Buffer (30mM HEPES— KOH, pH7. 8, 
lOOmMg^^y^i^, 2. 65mM@|i-7^^^^, 2. 5mM^ft^Wh-^, 1 
. 2mM ATP, 0. 25mM GTP, 16mM^k7fyyyt, 0. 380mM^^M^ 
^, 20®S^LMT$7^(#0. 3mM)2. 5ml) Sr5^ff04££LTJBV\ 26°C-?24 

[oo6o] mmm7 ^^^M^Rmmm^m-NTA^Mz.x^mmit^ 

•mm\m (D tmtlCTIijibSrff &ofcNi-NTA#^-*j-LT, ^»!l6 (2) -e. 

Protein Kinase 65-CHIS, ;feJ;OTrotein Kinase 142-CHIS<DmRNA^§| 

mtL-x, Ni-NTA^^ j±fcmmttim&m\^x&j$Km&ft<>tcRmmm, &£xf 
^mmm^m^^x^^^n^t'R^m^, ^n^rtiso u. mMu 4^, 

eOnim-lV^^— hU #>s<?W&)&fcf&^W<Vm-NTA%7J*^<Dm.^&l : T 
o/Co -?:<^, 3000rpm, lmin, 4X:Xm>bft$iVfc 0 ^<D^ Wash Buffer (HE 
PES-KOH(pH7. 8)30mM, i^t^hy^SOOmM, ^JJ-fen— /H0%, 
— /VI OmM&tf^^WHUmM) :500 m l^^PLT, 3000rpm, lmin, 

4 < c-eii^^«iu Buffer^icUto ^.ti^mm^Mu m.fo^<D}mm\z.»MM 

n Buffer (HEPES-KOH (pH7. 8) 30mM, ^fb^r-y^SOOmM, ^y-fen— /V 
10%, /f^V— /V200mM^U ? v ? ^^Wh— /HmM)50/z lSrSfc&PU 4°C, 10 
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[0061] _tfB}§flt$t : 1 /z l^SDS-PAGE-e^ittU ^^CBBi^LT, ^^/^f|(D 

NTA#^£ffl v ^xmmzn^ fc^jn^u ^3 «*^ai mm&m v ^-cp 

K142(D^^Tofcmt-, ^CNi-NTA^77^^fflV NTltM^ofc^m^U, 
^4}*Ni-NTAMffl|*t±i^?rfflV^TPK142(7)'^^ffo^^, I^ICN 

[0062] r^b6>(D^^^i-J;5 IE, Ni-NTA*9A«tattttJ?RSrfflV ^T-a-^b^^^ 

x&)&vfc?>'s<?m&Ni-NTA%7j>>xmm-rz)Z.b\z.£<9, g ^y/^i©* 

[0063] H»!l8 ^/V^^^^*H#:^J;^=3A^K^m»a 
(1) 

^Vv^^^^Sft^&SMicroSpin GST Purification Module (T^rv'-Y 
^^^4=^yM±M) :50/zl^fflbT, 3000rprru lmin, 4 0 C-e^i>^gtU 
^7^Am#:^-a-*tL§^#Buffer^^b/' 0 ^(^#Buffer^|^^bf'fe#:^=3 
^^K^ttm«^Mi-§l^i-^/fl«Buffer (HEPES-KOH (pH7. 8) 40m 
M. g^^y^lOOmM. ^i-7^^A5mM, LMT5/^20Slg^0. 3mM 

5mM) :500 m l^^PbT, 3000rpm, lmin, 4 0 Ce^ 
'fr#«tU Buffer^^*bfc 0 Z.tl&3mmfeU &f*<^¥^1b^f ofc 0 
[0064] (2) ^;v^^^UW-ti^Mz.^^^M^^m^M 

_hfB ( 1) T*¥^b^fTofc^^Am#:^^LT»^Jl-e^Lfc3^^K^tt ffi 
^SO^l^^U 4°C, 30min^^-<— hb, ^^K^tttBltt-rt^tt^^ 
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^?^^&fefc%7J>.m^1r%?l//<?m(Vmm&ft<>tc 0 ^OfL 3000rpm 
, lmin, 4 0 C-Cm'L^mU rt^tt^^V^^^-^^S^^^i-^*^^^ 

[0065] o) ^v^^^#s^Mattm«^*Mattmi^^igm^^ 

fc^Mfflttffi^m^^l^iS 30mM HEPES— KOH, pH7. 8, lOOmMg^ 
WttiVVJ*^ 2. 65mMg^^^^^^^ N 2. 5mM^ft^Wh-/V^ 1. 2mM A 
TP, 0. 25mM GTP, 16mM^^Tf y^t, O. 4mg/ml^W7fy^t— £\ 
O. SSOmM^-^/l^vV, 20SS^LMT^y^(^-0. 3mM) to££J;5^f$fiLfc 
o Wife, ^^^l«bf'^^^K^^^^260nm-e(D^3feit^75Abs^^ 
§i5 ^Buffer (30mM HEPES— KOH, pH7. 8, 100mM@1^#y 2. 65 
mMS|-7^^i>A, 2. 5mM^ftXV^b-/V, 1. 2mM ATP, 0. 25mM 
GTP, 16mM^l/Tf-yyyl, 0. 4mg/ml^kTf y^t- if\ 0. 380mM^^< 
/l^vV, 20ffi^(DLMT5/^(^-0. 3mM))^fflV>-rf»bfc 0 

[0066] mmm9 ^y^^>m^u^m^mmt^mm^mm<D^>^m^f^m(7) 

(i) NGST-GFP/pEU 

GST(@a?lJ#-*!T2)£#tM£L-C 5'ir^jliJ(D^-f-^— ^bT, GSTD5 
ie^J^-a-ti>^-y^DNA(IS^J#-^- 13)ffll\ 3'T^-fe^ftlJ^^— irLT, 5' 
^S^GFP^S'^^T^yV'^-r^IS^J^^PL, ^lh=3K^-a-^V>GST^ 
ifi|'Si-§^^^-e^§^-y^DNA(@a^J#^-14) ^ffl V ^TPCR^ ^^DNA^^ii 
i|>SUh 0 #fetL^DNAif>t^^^^!l3^^bfcGFPif>t^»M^bT5' -fe^ffilj 
GST<D5'S(Dia^lJ^tp^-y^DNA(ia?IJ#^-13) £3'T>- 
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^^mzf^^—tVX, 5 ' SsfiI(D|e^iJSr#^Pbfc 

GFP<D3 , ffi<DE^J^tf^y^DNA(E^J#-^5)SrfflV^TPCRtJ:«t«5DNA»f>H- 
«rit*gU nhtifcUNAWr^smxmm^tcmr, ^trrGST-GFP^J^ 
%f1r%Z.b&hZ>)o HJg^tl3(l)(i)^|B^<Z)pEUblunt^Sma I:*3j;TJ*Sfi rei2JBfrU -h 
fBGST-GFPif>i"^7-r^— ^3>-L/c 0 ^^Tc^^K^rNGST-GFP/pEU 

[0067] (2)?>s<?>R&$L 

±fB(l)-ef^Mb/cNGST-GFP/pEU^^M^bT, SP6 RNA polymerase 
(Promega|±M) Srffl V >T^£fr V \ #^>tL7tRNA^3i^y— /V^^J:«9^^ 

-^2. 0mg/mlcD^i,g-e-^tP^lRH^^-S(30mM HEPES— KOH, pH7. 8 
, lOOmMg^g^y^, 2. 65mM@p:£i^^i^i^ 2. 5mM^ft^Wb-;V, 
1. 2mM ATP, 0. 25mM GTP. 16mM^T^y^^ 0. 4mg/ml^^7f 
^•j-—' if, 0. 380mM^^/V5^y, 20ffiSC0LMT57^( i §-0. 3mM)20 J uD^ 

[0068] '(D^|RHJ^^^?rSWJ^^Atl, Buffer (30mM HEPES— KOH, pH7. 8, 
lOOmMg^^y^A, 2. 65mMg^^^^A, 2. 5mM^ft^Wb-;V, 1 
. 2mM ATP, O. 25mM GTP, 16mM^W^y^, O. SSOmM^^/V^v 5 
V, 20«|gcDL§iT^/^(#0. 3mM)2. 5ml) ^W^-S^b-CffiV \ 26 0 C~e24 

[0069] H»!llO ^^^«^fx^^«O^V^^>-^m#:^7A^J;§|fMft^ 

(1) ^/v^^^uw-^Mz.^^^w^mKmmm^mn 

ife^!j9(2)-C\ GST-GFP(DmRNA^r»§U^LT, ^Vl^^^l^fWSttm 
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frofc,KJ£3§flfc£\ ju l^&PU MicroSpin GST Purification Modu 

^t<D^ MicroSpin GST Purification Module (T^i^i^W^lM^^Mi 

©©^nhn/K^ot, ufo^(D4tmm^tyL^x\^?^s<?^m(Dffifr, & 

[0070] _hfa^|« : 5 ix l^SDS-PAGE-C^lftU r^^CBB^febT, @ ift^^lC 
[0071] ^P^^J;oT^^$ttfc»»^^^«^ffl^J!^m«^fflVNT^^N^ 

^^m.i^tmmmm-<Dh(7)tmm^x, wj-^^j-^mz-^m^tzm 

M$r&ftt£?m&. mm^w\^4-mKi&r^^t^x^, xwrnm^m^. 
i¥mm^n^^t^x^ 0 
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m^mm 

[2] m^mmm^K ^^m^mmmxh^t^mtir^mMmiKmm^mo 
[4] T^^^T^uvf-fi, &m*^— bfei$xfc%^b&w&t^%m^Ki—3<D\,^-ffri 

[6] w^i-5(^r*i^iil^fe*^;^ 

[7] n»^^f^a»ti]itfeot, mmmm&m\^x&!$£ti%?>s< 

[9] ff^6;£fcte7^fEife<D:te^ 

^M^mr^^^mm^^^xm^ir^t^wMtir^^^m^m 
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